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DESCRIPTION OF PANEL MEMBERS - 

NC - negative control - pooled plasma individually screened as negative for HCV antibodies by a 
commercianzed assay- Code: 6A52E. Prism HCv Ab Assay C^ator 
PC - positive control - pooled anti-HCV positive plasma diluted in negative control . Code. 6AS2F. 
Prism HCV Ab Assay Positive Calibrator. 

* «. 

99800 - Plasma! human) Recalchled Negative Bulk. 

Panel A - an anti-HCV positive plasma that has been diluted in negative control to provide a mid 
range sample to cutoff in the PRISM antibody assay. 

E2 1/20 - an anti-HCV positive sample that has been diluted in negative control - the E2 antibody 
panel was utilized to titrate the potency of HCV E2 antigen coated microparticles 


Promed 9992161 - an antibody positive sample obtained from ProMeDx (Plainville. MA) 


PC JV 16329 - Sero-Tec HCV RNA positive human plasma . 
PC P JV17220 - Sero-Tec HCV RNA positive human plasma . 

SeraTec Panel members 3-9 - serial bleeds obtained from a plasma donor identified at SeraTec as 
being anti-HCv negative and HCV antigen positive. 

A panel of_specimens previously characterized as having antibodies to HCV or being negative for 
antibodies to HCV but positive for HCV RNA and HCV antigens were tested in a preDminary HCV 
combination antibody. antigen test. 

Reagents utilized In combo test 

Microparticles specific for HCV antigen detection (up's coated with C1 1-14 as described on RB: 
67093 page 100 ) and microparticles specific for HCV antibody detection (up's coated with HCV 
recombinant protein HC 31 as described on RB: 68160page 2 ) were blended to produce a soBd 
phase that would allow simultaneous detection of HCV antibodies and HCV antigens in a single 
reaction well. (The blended microparticles contained 0.19% solids, representing a mixture of 
0.09% up's coated with C1 1-14 and 0.1 % coated with HC31). The conjugates were also a 
mixture of two separate acridinium labeled proteins. Acridinium labeled C1 1-10 was utilized for 
HCV antigen detection (recognizing HCV antigens captured on the C11-14 microparticles) and an 
acridinium labeled monoclonal antibodies against biotin -labeled gaot anti-human IgG (presented as 
a pre-complex - see RB: 52226m301 ) was utilzied to detect human anti-HCV IgG bound to the 
HC-31 coated microparticles. 


Results 

The panel described above was run on 3 different PRISM-based assays. One of the assays detected 
HCV antibodies, a second test detected HCV antigens and a third test (the combo assay) detected 
both HCV antibodies and HCV antigens. 

Sampels have a positive to negative ratio (P/N ) ratio of 3.0 or greater were considered positive. 
The data presented in the table on RB68160page 8 indicate that the combo assay allows detection 
both of antibody positive samples (e.g. panel E2 1/20. ProMed 9992161. PC JV 016929 and PC 
JV 17220) and HCV antigen positive samples (Sera Tec panel members 5-9). Thus, this single 
combo assay performed in a single reaction well detects most of the samples that were positive in 
two separately performed assays, the HCV antibody test and the HCV antigen test. This is the first 
demonstration of a combo HCV antibody / HCV antigen test at Abbott Laboratories, and is the first 
example of the HCV antibody /antigen combo test ideas presented in Redbook 61,959: pages 1-8. 
Other iterations of the HCV combo test will be presented over the next several weeks/months. 
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. Title: HCV combo Assay: Blended up and Blended conjugate 

Purpose: To blend the HCV core peptide coated ups. NS3NS4 coated up. d 1-14 coated ups together and cll-1 
aHigG Acr* conjugate together for HCV combo first demonstration. , 


Preparation: , . 

Add Avidin 11-28 ( df = 20) and NS3NS4 ( df = 10) and c11-14 ( 0.09% seradyn) 

Add conjugate c1 1-10 ( 50ng/ml) and aHigG Acr* ( 10ng/ml) 


Results: 


* 


HCV Combo ( 11-28, NS3NS4,c11-14 c11-10, aHigG ) 9 12 


Conclusions: . 

The combo assay successfully detected all the Ab pos. samples and Ag positive samples. 


Next Steps: 

Dilute the AhlgG conjugate to 7ng/ml and 2 ng/ml 


1023 

HCV COMBO 11-2B,NS3NS* 
C1 1-1 4 C11-10 AHIGG 


fVA 


14:30:02 L JIANG 


HCV Combo Assay 

Blended ups- HCv Com Bio-11-2B( Df=20)+ NS3NS4 HCV Ag ( DF=10)+ C11-14(D.09%) 
Conjugate: d 1 -1 0(5ong/ml) + aHigG Acf ( 1 Ong/ml) 
Washes- HCV Ag Assay Transfer HIV Ag DeviotS, Final wash: HCV Ag final wash prep an/2000 

SDB:HCVAb(6A52Q) 
S/A( 1023) configuration: HCV 


PC(Ab) 
PC(Ag) 


E2 1/20 
ProMed 99901 96 
9990164 
9990162 
9990212 
Sero-Tec panels #3 
4 
5 
6 
7 
B 


SubA 

3454 
5303 
4288 
637 
12480 
11449 

15 
10060 
13S25 

656 
2347 
3400 
4673 
4265 
3045 


SubB 
3656 
6014 
3722 
831 
13092 


Mean 
3555 
5658.5 
4005 


12786 


No conjugate was added 

10060 
13925 
956 
2347 
3400 
4673 
4265 
3045 


P/N 

4.84 
7.71 
5.46 

17.42 
15.60 



'Materials: Code/UstfDesc/Lot see RB: 6B160 
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BO SEROCONVERSION 
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ups Conjugate 
11-28+NS3NS4+C11-14 50ng/ml + 7ng/ml 


NC 
E2 { 1/20) 
PC { Ag) 
9990212 
9996196 
9996164 


SubA 
452 
7753 
4462 
7611 
6878 
5133 


SubB 
456 
7804 
4407 


Mean 
45400 
7778.50 
4434.50 
7611. 
6876 
5133 
1257 


P/N 

17.13 
9.77 
16.76 
15.15 
11.31 
2.77 


BBI 


4917 

HCvsero 907 #1 5595 

2 2707 

3 2614 

4 ■ 2701 

5 2343 

6 4443 

7 8147 


2870 
.4917 
5595 
2707 
2614 
2701 
2343 
4443 
8147 


mm 


6.32 
10.83 
12.32 
5.96 
5.76 
5.95 
5.16 
9.79 
17.94 


ups Conjugate 
11-28+NS3NS4+C11-14 50ng/ml + 2ng/ml 


NC . 
E2(1/20) 

PC(Ag) 
9990212 
9996196 
9996164 


BBI 


4 

5 
6 

HCv sero 
2 
3 
4 
5 
6 
7 


907 #1 


SubA 

SubB 

277 

246 

-2831 

2879 

4213 

4099 

2773 


2249 


1918 


2299 


3002 


5112 


3754 


3363 


2230 


2404 


1743 


2084 


' 1566 



Mean 
261.50 
2B55.00 
4156.00 
2773 
2249 
1918 

2299 
3002 
5112 
3754 
3363 
2230 
2404 
1743 
2084 
1566 


2ng/ml 
P/N 

-10.92 
15.B9 
10.60 
8.60 
7.33 


SIGNATURE 


WITNESSED BY 


8.79 
11.48 
19.55 
14.36 
12.86 
853 
919 
6.67 
7.97 
5.99 


DATE 


DATE 


ABBOTT LABORATORIES BOOK NO. 63,160 

RESEARC DEPARTMENT 


19 


PROJECT 

EXP. OR CODE NO 


QvcK fifo^ & | ft 


CO 

> 

C 
O 

o 
o 

00 

> 
a 

X 




133: . 


::: D : 



CD 


CD 

a> 
o 

X 
CM 


CD 
CD 


* 


a» 

CM 


O;:::^ :::::: 

"~:::SSkS':':; 


:«::: 


O 

o" 


in 


CM 

■ 

at 


if) 


© 


CM 


CD 
CD 


X 


CD 
C0I 
O 


CD I 


CM fiO 

in a\ 


o 

id) 

A 


q 
inl 

A 


^1 


CN 
i 

O 
CD 
> 


CD 
i 

O 

o 

> 


T 
o 

> 


> 

o 

CD 
> 


9 
r- 
o 

CO 

> 


o 

CD 
> 


^ m 

JS O 
■° 5 

2< 

«1 

o cd 

£ o 
g m 

•So 

u cn 
S JS 

Si 


e 


e 


e ^ 


> £ 

U v§ 
an 

*a La 

c TS *- 

.1-1 - 

Ui . 

0 J5 ^ 

a e « 

1 6 -3 

4- 3 

-° 2 « 

2 -g e 

O .S 

€ -5 £ 

§ -as 

c «) ca 

g -3 *S 
r "° 

« 

Q -*c2 


CO 
OS 


c 
> 

03 


> 

U 
DC 
o 

3 

GQ 

o 
o. 

x: 
o 


S3 ii 


o 
o 


E 

o 

o 


1 * 


SIGNATURE U VW^V? ^ DATl 

WITNESSED BY fAM/lsi/\ ^yfjr^Yl^ DATE 


20 


ABBOTT LABORATORIES 

RESEARCH T "»ARTMENT 


BOOK NO. bfcl* lbU 


PROJECT 


EXP. OR CODE NO. 


it- 


i; 

.t 
i 

i! 


< ; 


njga n in o n t n * «6 w * ^ 7 ^, n , ^ n . n w t w A n v n c 
n <o" » © d © o o o © o o o d o* d o ©' © o o o o d o o o o © 


c 
o 


a 
o 
a. 

> 
a 

M 
W 
< 

o 
.a 

E 
o 
o 

> 


5 


i 


Own 

y — us 

(0 U) « 


o d d o d © 6 d e d d o d o o o o o* a ci o" o" o o 6 o 


u 
c 


"8 
c to 
o 

3 

u 


poo 

(J *• S) 

2) *b r*> 


u 
e 

« 


O 
3 

u 


_ o to 
5 n io 

Q. tO 


c«>bn 

= 5 


CO CO 

IX) _ r»» 

3 co 
(0 rt 


©' o © d d d d d d d d d d d o © o © o © o o o o o o 


to m 


COOO»-CNr)VlO(D 


~ a> m 
uzO 


WITNESSED BY 


a 

s 


Si 

3 


i ■ 


SIGNATURE DAT ' 

/ v / <£ ^ [. (rrrrSl * DATE . 


